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(54) IDENTIFICATION OF YEAST 

(57)Abstract: 

PROBLEM TO BE SOLVED: To carry out identification whether a yeast is a yeast for brewing 
or a yeast for non-brewing and is a yeast belonging to the genus Saccharomyces or a yeast 
belonging to another genus, by utilizing a polymerase chain reaction and a restriction fragment 
length polymorophism. 

SOLUTION: A primer so as to amplify a part of FL01 gene of a yeast of the genus 
Saccharomyces is synthesized and the yeast of the genus Saccharomyces is identified whether 
it is a yeast except the genus Saccharomyces by the amplification result by PCR method. A 
primer prepared so as to amplify a part of rDNA is synthesized and a yeast is identified whether 
it is a yeast for brewing or a yeast except the yeast by utilizing a restriction fragment length 
polymorphism for comparing fragments obtained by amplified by PCR method with restriction 
enzymes. 
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[MM 2] ELQl3te^o-^«:*|Mi-*-«J:5KffrtL 
tzzf?^-?— &fc<Dfffl 
5' -CCAAAAATGACAATGCCTCATCGCTAT-3* 
5' -CCATTGCTAGGATAGAATGGGGTAATAATTGGACG-3' 

[000 1] 

SSffi»**\ *fcf-y*nWfe«X (Saccharomyces) 

SJ& (PolymeraseChain Reaction^ (£*T» PCRj££l> 
5))t»JR»«9Jllr«*aH4 (RestrictionFragment Le 
ngth Polymorphism (fi*T, RFLP £ V * 5 ) ) Sr^ftjffl LTff 

[0 0 0 2] 

St'fc^ Mill ^l/*£%? (Hansenula) jg N :7V 
^y-e-fir;* (Brettanomyces) JR % U>*J# (Candid 
a) 1, (Saccharom 
yces) *iw^ofc*«|Jiffl||#35saA-r-5t. fcT— VKZ) 

[0003] BHa<o*ia. ttttflsia. 

^MSf©, ffl&lf* fy^nWt^'tUt'i/x (S. 
cerevisiae) , -J- 5/^7 nv^t^ • ^-F^^ (S. bayan 
us) % ts/^nWt7-xyyy^^^ ( S . e llip 

soideus) srxaaHsi'r ^itras-r 5 n <t nm l v * t v * 

(S. diastaticus) », 1^4fc^^tgfffc 

[0004] HJiO J: 5***36*6, ty^p^t^ 
S;h/rv*fc 0 **WKlHf S5tefr«llffc LTtt, 

FEMS Microbiol. Lett., Vol. 108, p. 259-264, (1993) 
3oJ;0\J. Am. Soc. Brew. Chem. , Vol. 54, p. 97-102, 
<1996)dS$>5 0 wtl5>OXitt^ti. »SOrDNA»e^(D 
-«SSrPCRj5feTJf«u, SfeKRFLP^fliv^TPHg-rs* 



[0 0 0 5] 

rDNAco— «JSri8«-f « £ as-?* 5 ^ Srffrsfc 

[0 0 0 6] S6K1»L<*±, (1) «&B*»&?rai 
"CO WtSr«po«e^ co-«R«rig«-r 5 C £ #s-e* $pc 

faiffife-fttfet^ (2) g|^:<£>rDNA<7)— a5^rit*i-r 
«Ct^-e#5PCRfflo^>r^— «rf^«L, PCRfei^J: 
Sit #B»^»Jffi»*Srfpfli CfcSrtf SrJtUrT S 

[0 0 0 7] 

Sr^t?) rt>?>. ii^cODNAttOl (Gene, Vol.57, p267-27 
2, (1987) #Bg) £fr5o 

[0 0 0 8] «fc#ft<5jh,-C1^5;K *fctt$ftg 

K*?*r LfcHfiffiBA 4: ^Sit^ff«ODNAe7ij«:itR 

^£SiR-rs o Will ^"*Ci3:«ft3&sfe5»«:co«Eiitt 
^gB^j~5 FL0l 3f{5^ (Watari et al. , Yeast, Vol.10 
p. 211-225, (1994)) fc»Bi-* £ £#-0* S c FL01 

[0009] Mtft^7>r-7-«:«fflLt#a»«© 

DNAJ^DX, PCRjfeSrfr5o PCRfeiiFEMS Microbiol. Let 
t. f Vol.108, p. 259-264, (1993) (C^^ ^Jg^S C t 

[0 0 10] — rDNACO-^CO±if|jI^tT9^^^^^ 
V^^FEMS Microbiol. Lett., Vol.108, p. 259-264, (19 
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93). J. Am. Soc. Brew. Chem. , Vol.54, p. 97-102, (1 

996) ^s^^f^Sc^^^Tv^^^ , ^Y^-^^u^IJ^-r 
5 w t #-cs s Q RFLPi^j/B-r s fflmmm t> mxir job 

^£tLTV>£t<D, fc|;t{f. MspJ. ScrFI. BstUI^^J 

[0 0 12] 2o<0*jSfe*3IUrr*r.i:ICJ:9, 

v ^^omi^S^f-^ t jfctH" « r fc K J: 0 . 
[0 0 13] 

<niEm&mmm5m$:^ ^H«xiomicDYPD*gifi (i% Ye 

asts extract, 2% Peptone, 2% Glucose) CSglJt 

*T*i5ft£U 0. 2ml<7)2% Triton X-100, 1% SDS, lOOmM 
NaCl, lOmM Tris-HCl (pH 8), ImM Na 2 EDTA^K» L 

(25:24:1) 0. 2mlj3 XxmTttfrLltlf?* tT 
-X0.3gSr*D^ 2»|l]J:<»«5Lfc«. 5»Hat^ 

o#BJ£Ul* -20ti:#iita, W**-WW»U. ttJR 

«rElJfcLfc 0 »bftfcttJR«\ 0.4 ml (DTE (lOmMTris- 
HC1 (pH7.5) f ImM EDTA) fcJWS^ lOmg/ml Rnase A 
Sifg^3ml ftx, 37°C 30min JMLLjfcflL lml<7)^ 

LT««&|§liKLjfco »61xfcajB«:. 50 ml (DTE (10 
mM Tris-HCl (pH7. 5), ImM EDTA) {;ijg$¥£i2\ Z(D?t> 

[0 0 14] ®FL01»e^CD-ffl5^fflV>^PCRfe{Cj:5 

^F-SrWfflLfco FL0l3te^-{-OV>T^. Watari t><D& 
^(Yeast, Vol. 10, p. 211-225, (1994))*#%^L 



5' -CCAAAAATGACAATGCCTCATCGCTA T-3* 
5' -CCATTGCTAGGATAGAATGGGGTAATAATTGGACG-3' 
PCRCO^f+ii. 94<C S&KKDftv h*f- b(D^ 94<t 
2#30«MH % 55<£ 4StPtKl. 72<C l#30»IB*30iNf * 
'l"l*9SU 72<C 10#IW«tftLfco CCD-SP 

[0 0 15]feMili:^U: o f 7 ^o 
[0 0 16] (3) »3&«f-y*n^-f -tr^JMPS^Bl 

« jb * # n >r * mmmt>><Dmm 

rDM<D-&&m&-tZ>7' : 7-r-?-l^ Molina?>CO^& 

(FEMS Microbiol. Lett. , Vol. 108, p. 259-264, (199 
3)) &<D2 0(D^^ — £^&L,fc c 

5' -CACCGTTTCCCGTCCGATC-3' 
5' -CAGAACGCCTCTAAGTC-3' 

PCR<D0km±, FEMS Microbiol. Lett., Vol.108, p. 256 
-264, (1993)) fcWlt»:4ofc. ■ffttofc, 94°C 
54MB<Z>*y h^^-hOS, 94°C 2#30?>f^ 55^ 1 
#30»BL 72°C 3^fBSr25^^/H»9iBL, ft«f;i72 

[ooi 7 ] wissaicotoaii, pcR<Dmmm®}<D—$£ 

£r£9, MspI-^ScrFIT^3l-r^C tt^^4o/: 0 & 
[0 0 18] 

[BiOttV&Rn] 

[mi] FLOlite^-ODNAK^JJ: ^ftMLfc^^-r^ — 
[02] rDNAC0DNAiE^JJ;'9f^KLfc^ , ^^^-{CJ:o 

[ SI 3 ] rDNA ODNAIE^IJ J; ^ f^H KJzo 
T^r^ofcPCR^^fflp^^i^ir^aLfc^CD 

[04] rDNA©DNASB^|J:|9f^58Lfc^>r^— KJzo 
T^r^ofcPCRM^^^JPI^^FIT^^L^^O 
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02 r DNA PCR 

to;/«,ii|JMm*i^r , • «««MWWi uw/u IFOD842. U.Bnttatmxs 

isUndaa IRH48S. a:C^/dr7w*T^«'' W,J ' ,F9,M9 - » : 31:0mm, 
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